U. S. Patent Appln. No. 10/725,994 
Filing Date: December 3, 2003 
Attorney Docket No. 041 144 F 010 
Replacement Sheets 1 of 7 



64 bp 147 bp 166 bp 

mmaA4 mmaA3 mmaA2 mmaAl 

IT 

906 bp 882 bp 864 bp 861 bp 

Fig. 1. Schematic diagram of methoxy mycolic acid synthase mmaA 
4-mmaA 1 gene cluster of mycobacteria and location of forward A, and 
reverse D primers. 
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CTACTTCGCCAGCGTGAACTGGTTGACGTCGATGTAGCCGACCCGGAACAGCTTGGCGCAGCC 
GGTCAGGTATTTCATGTACCGCTCGTAGACCTCTTCGGACTGGATCGCGATGGCCTCGCTTTTGTGT^ 
CTGCAGCGCCTCGGCCCACAGGTCGAGGGTCCTGGCGTAATGCGGCTGCAGCGACTGGCGGCGAGTCA 
GCGTGAAACCCGTCTTCGCCGACTGTTCCTCAACCATTTCAATCGTCGGAGGTTGGCCCGCCGGGAAG 
ATTTCGGTCGCGATGAACTTGAGAAAGCGGGCCAGCCACAACGTGAGCGGCAAGCCGTGGTCGACCA 
TCTGCTGCCTGGTCAGGCCGGTGATCGTGTGCAGCAGCAACACGCCATCGGGCGGCAGGATTTTGTGG 
GCCCGGGCGAAGAAGTCGGCGTGACGATCGTGGCCGAAGTGCTCGAACGCGCCGATCGACACGATGC 
GGTCGACGGGCTCGTTGAACTGCTCCCATCCCGCCAGCAACACTCGCCTGTCGCGCGGGGTGTCCATC 
TCGTCGAACGACTTCTGCACATGGGCGGCCTGGTTCTTCGACAATGTCAGGCCGACGACGTTGACGTC 
ATACTGCGCGATCGCGCGCCGCATGGTGGCGCCCCAGCCGCAACCGATATCGAGCAGCGTCATGCCGG 
GCTGCAGACCTAGCTTGCCCAGCGCCAGGTCGATCTTGGCGATCTGGGCCTCTTCCAGCGTCATGTCCT 
CGCGTTCGAAATGCGCGCAGCTGTAGGTCTGGGTCGGATCCAGGAACAGCCGGAAGAAGTCGTCGGA 
CAGGTCGTAGTGTGCCTGCACGTCCTCGAAGTC 

aggtggcctttcggtgcttgcacggaacgcaccgatgcttccccctccccgcatgctcgaggcatgctatccgatacagggccgccgcactaaaccgcgatcgaatttgc 

ccaggtcagggaacggatatgagcggacgagCTACTTGGTCATGGTGAACTGGGCGACGTTGATTAGGCCTCTGCGGAA 

GCGCTCCGCGCATCCGGTCAGATAGTGCATGAAGTTGTTGTAGACCTCTTCGGACTGTACGGCGATGG 

CGCGTTCGCGGGCAGCCTGTAGGTTGGCGGCCC ATGCATC G/j GA GTCCGTGCGTA G7GC TGCTGCAGC A 

GCTGGACATGCTCGATGGTGAAGCCCGCGGCCTGCGCATTGTCGACAATGTCGGGCTCCGATGGCAGC 

TCGCCGCCCGGGAAGATCGACTCCCGCAGGAATTTGAGGAATCGAAGGTCGCTCATCGTCAGCGCAAT 

GCCCTGTTCGTGCAGCCACCTGCGGTCGTAGGTGAACAGGCTGTGCAGTAGCATCCGCCCGTCATCGG 

GCAGGATGTCGTAGGAGCGTTCGAAGAACGTCAGATACCGCTCCTTTTTGAACGCGTCGAATGCCTCA 

AAGCTGACGATCCGGTCGACGTTCTCTTCAAACTCTTCCCAGCCCTGCAGCCGGGCCTCGGCGCGCCGT 

TGCGTTCCGATTGCGGCCAGGCGGTCTTTGCTGCGTTCATAGTGATTCCGGCTGAGCGTGAGGCCGATG 

ACATTGACGTCGTACTTCTCCACGGCCCGAACGAGCGCCCCGCCCCACCCGCAACCCACGTCGAGTAG 

CGTCATCCCCGGTTCGAGGTTCAGCTTGTCCAACGCCAGATCCACCTTGGCCAGTTGCGCCTCTTCCAG 

CGTCATATCGTCACGCTCGAAATAGGCGCAGGTGTAGACCCAGGTGGGATCGAGGAACAACGCGAAG 

AAGTCATCCGAAATGTCGTAAGCCGACTGTGACTCTTCGTAATATGGTCTCAGCTTGGCCAT 

Fig. 2. Sequence of mmaA2 and mmaAl gene with an intergenic region of 166 base pair (shown in lower 
case. Location of forward A, sequence ID 1 and reverse primer D, sequence ED 2. Both primer sequences 
are underlined and italicized. 
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Fig. 3. PCR amplification of different mycobacterial genomic DNAs with primers A 
and D (lanes 1- 15): 1. M. avium 2. M.bovis 3. M.chelonae 4. M.fortuitum 5. 
M.intracellulare 6. M.kansassi 7. M.phlei 8. 100 bp DNA ladder 9. M.marinum 10. 
M.scrofulaceum WM.smegmatis 12. M.szulgai, 13. M.tuberculosis and 14. negative 
control. AD indicates 363 bp-amplified product. 
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Fig. 4. Line diagram showing restriction endonuclease map of Hael 
and Mspl within AD. 
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Fig. 5. Line diagram showing restriction endonuclease map of Fmul, 
CviRI and TaqI within AD. 
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Fig. 6. Restriction map of AD showing distribution of the sites 
of restriction endonucleases AcalV and HaellL 
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Fig. 7. Line diagram showing different steps of PCR reaction 



